Abstract: Nanostructured titanium has become a useful material for biomedical applications such as dental implants. Certain surface properties (grain size, roughness, wettability) are highly expected to promote cell adhesion and osseointegration. The aim of this study was to compare the biocompatibilities of several titanium materials using human osteoblast cell line hFOB 1.19. Eight different types of specimens were examined: machined commercially pure grade 2 (cpTi2) and 4 (cpTi4) titanium, nanostructured titanium of the same grades (nTi2, nTi4), and corresponding specimens with laser-treated surfaces (cpTi2L, cpTi4L, nTi2L, nTi4L). Their surface topography was evaluated by means of scanning electron microscopy. Surface roughness was measured using a mechanical contact profilometer. Specimens with laser-treated surfaces had significantly higher surface roughness. Wettability was measured by the drop contact angle method. Nanostructured samples had significantly higher wettability. Cell proliferation after 48 hours from plating was assessed by viability and proliferation assay. The highest proliferation of osteoblasts was found in nTi4 specimens. The analysis of cell proliferation revealed a difference between machined and laser-treated specimens. The mean proliferation was lower on the laser-treated titanium materials. Although plain laser treatment increases surface roughness and wettability, it does not seem to lead to improved biocompatibility.
Introduction
Titanium is one of the most widely-used implant materials for biomedical applications, thanks to its excellent properties, such as high biocompatibility, non-toxicity, resistance to body fluids, flexibility, and corrosion resistance [1] [2] [3] . Commercially pure titanium (cpTi) has outstanding biocompatibility but relatively poor strength, whereas titanium alloys, due to their composition and microstructure, have superior strength [4] but, at the same time, they contain potentially toxic or allergenic ingredients [5, 6] . Some researchers have focused on new beta-titanium alloys without toxic elements like aluminium or vanadium [7, 8] .
An effective way to improve the mechanical strength of cpTi is to refine its grain structure. In recent years, much effort has been devoted to important investigations of mechanical properties of ultra-fine grained (UFG) materials. UFG metals exhibit higher strength levels than those with ordinary microstructures. Bulk and fully-dense nanostructured titanium (nTi) can be produced using severe plastic deformation (SPD) methods. UFG materials with a grain size of hundreds of nanometers obtained by SPD were first developed by Valiev [9, 10] . There are a number of techniques that lead to extreme grain refinement. One of them is equal channel angular (ECA) pressing. The goal of ECA pressing is to introduce severe plastic strain into a billet of material without changing its cross-section. The same billet can thus be passed through the ECA die repeatedly in order to impart the desired amount of plastic strain. This SPD method has been developed and is now used for producing microstructures with submicron and nanometric grain sizes. Nanostructured titanium produced by SPD processes offers multiple advantages: excellent biocompatibility and extraordinary mechanical properties [11, 12] .
The concept of biocompatibility is defined as the ability of a material to elicit an appropriate response in the biological environment [13] . The biocompatibility of titanium depends on the spontaneous formation of the oxide layer on the surface of the material. This thin layer protects the implant against corrosion reactions or degradation in a wide range of environmental conditions [14] . The analysis of the biocompatibility typically involves in vitro studies on surface roughness, wettability, composition, crystalline structures, mechanical stability, and cell behavior [15] .
The mechanism by which nanostructuring of a material changes its biological properties has not been fully understood yet. In concordance with our results [16] , Thirugnanam et al. [17] found significantly higher adhesion of osteoblasts and increased bone formation on nanostructured titanium surfaces when compared to conventional titanium. Since that time, many in vitro as well as in vivo studies have investigated the impact of nanostructured surfaces on the behavior of the surrounding cells [18, 19] . Zhou et al. [20] suggested one possible explanation, based on changes in the chemical composition of titanium surface immersed in a simulated body fluid (SBF) with an addition of bovine serum albumin (BSA). The higher levels of calcium, phosphorus and oxygen found on the surface of UFG titanium are beneficial to the bioactivity of the titanium implant [21] .
However, good biocompatibility is not the only requirement. To use UFG titanium in vivo, it is also important to improve osseointegration. Long-term success of a dental implant depends on not only osseointegration but also the contact with the surrounding soft tissue [22] [23] [24] . In clinical applications, implants are expected to exhibit surface bioactivity, promote cell adhesion and accelerate the formation of new bone tissue. It is therefore important to modify the surface to accelerate the integration of the implanted material and the tissue. Numerous methods for modifying implant surfaces have been developed, such as particle blasting [25] , chemical etching [26] , plasma spraying [27] , and anodization [28] . However, these techniques do not produce a highly controllable, morphologically uniform surface topography. Besides, each of these methods may lead to chemical contamination of pure titanium. One of the techniques suitable for roughening an implant surface involves the use of laser. As it obviates the need for direct contact, it also prevents contamination [29, 30] . Some authors of recently published studies estimated enhanced proliferation and differentiation on the laser treated titanium surfaces [31] . On the other hand, other studies show no difference or even adverse effects of such surfaces [32] . It remains unclear to what extent the laser treatment is beneficial for cell proliferation.
The aim of this study was to compare the biocompatibilities of nanostructured titanium of two different grades with and without laser treatment. According to our knowledge, there are no studies on the influence of laser modified surface of nTi grade 4 material. The surfaces were characterized by topography, wettability, and roughness and subsequently, tests on biocompatibility were performed. Evaluated material is intended for manufacturing of implants into the bone. For that reason, we decided to use osteogenic cells (osteoblasts) derived from human bones for cell proliferation assays.
Materials and Methods

Material
All specimens (cylindrical titanium discs, 4.4 mm in diameter and 2.5 mm in height) were manufactured by turning from 5 mm in diameter rods. This was followed by mechanical surface treatment by polishing with abrasive paper to produce smooth surfaces. Eight different versions of the material were used (cpTi2, cpTi4, nTi2 and nTi4, i.e., cpTi and nTi specimens of two titanium grades, and cpTi2L, cpTi4L, nTi2L and nTi4L, i.e., specimens after laser treatment).
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(a) (b) Figure 1 . Grain size of (a) basic pure titanium (cpTi) and (b) nanostructured titanium (nTi) material. Tensile testing was carried out in an electromechanical testing machine (MTS Bionic 25 kN, MTS Systems, Eden Prairie, MN, USA) under quasi-static loading conditions at a constant strain rate of 0.0002 s −1 at room temperature. Round bar tensile specimens with a diameter of 3 mm and 5 mm, respectively, were employed. A mechanical extensometer was used to measure the elongation of both testing specimen geometries.
An Nd:YAG laser (Jenoptik Laser Optik, Jena, Germany) with a pulse repetition frequency of 15 kHz and a pulse width of 2 µs was used for ablation of titanium surfaces. It was operated at a sustained wavelength of 1064 nm and a power output of 10 W.
Each sample was cleaned and sterilized before use. The procedure involved incubation in a trypsin solution (0.25% (w/v) Trypsin-0,53 nM EDTA (ethylenediaminetetraacetic acid) solution, PAA Laboratories GmbH, Pasching, Austria) (30 min, 37 °C), followed by incubation in an ultrasonic bath (20 min, 25 °C), incubation in acetone (30 min, 25 °C), and, at the end, a rinse with 96% ethanol and deionized water. Finally, the implants were sterilized by autoclaving (15 min, 130 °C).
Characterization of Surfaces
Topographic evaluation was performed with a scanning electron microscope (SEM; JSM 6380, JEOL, Tokyo, Japan) in order to compare the eight different implant material surfaces. The secondary electron channel was used for the observation. Each sample was analyzed at 25×, 200×, and 1000× magnification.
The surface roughness of each sample was measured three times using a Surtronic 25 (Taylor Tensile testing was carried out in an electromechanical testing machine (MTS Bionic 25 kN, MTS Systems, Eden Prairie, MN, USA) under quasi-static loading conditions at a constant strain rate of 0.0002 s −1 at room temperature. Round bar tensile specimens with a diameter of 3 mm and 5 mm, respectively, were employed. A mechanical extensometer was used to measure the elongation of both testing specimen geometries.
Each sample was cleaned and sterilized before use. The procedure involved incubation in a trypsin solution (0.25% (w/v) Trypsin-0,53 nM EDTA (ethylenediaminetetraacetic acid) solution, PAA Laboratories GmbH, Pasching, Austria) (30 min, 37 • C), followed by incubation in an ultrasonic bath (20 min, 25 • C), incubation in acetone (30 min, 25 • C), and, at the end, a rinse with 96% ethanol and deionized water. Finally, the implants were sterilized by autoclaving (15 min, 130 • C).
The surface roughness of each sample was measured three times using a Surtronic 25 (Taylor Hobson, Leicester, UK) mechanical contact profilometer. It was quantified as the arithmetical mean roughness Ra (defined as the arithmetic average of the absolute values of profile height deviations from the mean line). Surface roughness was measured at a traverse speed of 1 mm/s with a diamond-tipped stylus with a 5 µm radius. An average value from four measurements was recorded as the mean surface roughness for each specimen.
Surface wettability was determined by the drop contact angle method (LeicaS9i, Leica Microsystems, Wetzlar, Germany). Ultrapure water was applied. On each sample, the contact angle was measured 3 s after placing a 2 µL droplet on the surface, which was repeated three times. This test was conducted on five different samples from each group.
Cell Culture
A human foetal osteoblast cell line hFOB 1.19 (ATCC ® CRL11372™) was provided by American Type Culture Collection (Manassas, VA, USA), established by Harris et al. [36] , was grown in a 1:1 mixture of Ham's F12 Medium and Dulbecco's Modified Eagle's Medium with 2.5 mM L-glutamine (without phenol red) (Gibco, Life Technologies, Paisley, UK) supplemented with 10% (v/v) foetal bovine serum (FBS) and 0.3 mg/mL geneticin (G418, Serva Electrophoresis GmbH, Heidelberg, Germany). Cells were maintained at 34 • C under 5% CO 2 in a humidified incubator. Culture media were refreshed as needed.
Cell Proliferation
Cell proliferation after 48 h from plating was assessed by MTT [3-(4,5-Dimethylthiazol-2-yl)-2,5 -diphenyltetrazolium bromide] viability and proliferation assay (ScienCellTM Research Laboratories, Carlsbad, CA, USA) according to the manufacturer's instruction. This assay is based on the conversion of pale yellow tetrazolium MTT to purple formazan crystals, which can be solubilized and then quantified spectrophotometrically.
The samples of implant materials were placed into a 96-well plate (TPP, St. Louis, MO, USA). Cells harvested with trypsin solution from Petri dishes were re-suspended in culture medium and seeded at a density of approximately 250,000 cells/mL onto the top titanium discs in volumes of 20 µL. As a positive control, cells grown directly on a 96-well tissue culture plate were used.
After incubation for 48 h, cells were washed with phosphate-buffered saline (PBS) and incubated with 10 µL MTT (25 mg/mL) solution at 37 • C. After 4 h, 100 µL of MTT solubilisation buffer (equal to the volume of the original culture medium) was added to each well and the insoluble formazan formed was dissolved by pipetting up and down. The absorbance was measured at 570 nm (Nano Drop 1000, Thermo Fisher Scientific, Waltham, MA, USA), subtracting the background absorbance which had been determined at 690 nm.
Cell Staining
Cultured cells were stained with CellTracker™ Green 5-chloromethylfluorescein diacetate (CMFDA) (Molecular Probes, Inc., Eugene, OR, USA) according to the manufacturer's instructions. Briefly, cells were properly washed with PBS and incubated with 4 µM CMFDA working solution for 30 min at 37 • C. Then, the dye working solution was replaced with fresh, pre-warmed medium and the cells were incubated for another 30 min at 37 • C. Stained cells were analyzed using an Olympus IX 70 fluorescent microscope (Olympus Europa SE, Hamburg, Germany) equipped with Cell R system at 40×, 100×, and 400× magnification. The used objectives were air type.
Statistical Analysis
Five samples from each group were analyzed. To confirm a hypothesis that the data has normal distribution, the test of normality (Kolmogorov-Smirnov) was performed. Statistical comparisons were computed by the two-tailed unpaired t-tests. A p-value of < 0.05 was considered to indicate a statistically significant difference. Statistical analysis was performed using the SigmaPlot 12.5 software (Systat Software Inc., San Jose, CA, USA).
Results
SEM Characterization
Samples were characterized using SEM. Figure 2 shows scanning electron micrographs of the surfaces of titanium samples. No major differences were found between the individual versions of the material (Figure 2a-d) . However, there is a visible difference between machined and laser-treated surfaces of the same material version (Figure 2a-d,i-l) . 
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Roughness and Wettability
The surface roughness quantified by the arithmetical mean roughness Ra is shown in Table 2 for each sample. The Ra values for sandblasted surfaces were between 0.55-0.67 µm and those for laser-treated surfaces were between 2.09-2.51 µm. No significant differences were found between grade 2 and grade 4 basic materials or between grade 2 and grade 4 nanostructured materials. However, machined and laser-treated surfaces showed significantly different roughness values in both grades (p-value in Table 2 ). 
The surface roughness quantified by the arithmetical mean roughness Ra is shown in Table 2 for each sample. The Ra values for sandblasted surfaces were between 0.55-0.67 µm and those for laser-treated surfaces were between 2.09-2.51 µm. No significant differences were found between grade 2 and grade 4 basic materials or between grade 2 and grade 4 nanostructured materials. However, machined and laser-treated surfaces showed significantly different roughness values in both grades (p-value in Table 2 ). Figure 3 shows the contact angle of ultrapure distilled water on each type of surface and the corresponding morphology of the water droplet. All nanostructured samples exhibited a significantly higher wettability (lower contact angle) than their plain-structured counterparts. Significantly improved wettability was also found in laser-treated surfaces, but only those of nanostructured samples. Figure 3 shows the contact angle of ultrapure distilled water on each type of surface and the corresponding morphology of the water droplet. All nanostructured samples exhibited a significantly higher wettability (lower contact angle) than their plain-structured counterparts. Significantly improved wettability was also found in laser-treated surfaces, but only those of nanostructured samples. Water contact angle for different surfaces and water droplet morphologies (minimum, 1st quartile, median, 3rd quartile, maximum; *, **, *** denotes statistically significant differences of p < 0.05, p < 0.01 and p < 0.001, respectively).
Cell Proliferation
The proliferation data for osteoblasts after culturing for 48 h on different samples is plotted in Figure 4 , shown as a number of cells calculated from the MTT calibration curve (the curve itself is not shown).
We found that the proliferation of osteoblasts was higher on nTi4 than on nTi2 (p = 0.0200). The comparisons in the other pairs of grades did not exhibit any significant differences.
The analysis of cell proliferation revealed a difference between the behavior of osteoblasts on machined and laser-treated materials. The mean proliferation was lower for all types of laser-treated titanium materials. However, the only significant variation was found between nTi4 and nTi4L (p = 0.0159). Figure 5 illustrates the changes in the morphology and number of osteoblasts on different samples. On the tissue culture plastic, no specific orientation was found. By contrast, the cells were aligned to the concentric grooves on the titanium samples. Water contact angle for different surfaces and water droplet morphologies (minimum, 1st quartile, median, 3rd quartile, maximum; *, **, *** denotes statistically significant differences of p < 0.05, p < 0.01 and p < 0.001, respectively).
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Discussion
In recent years, many studies explored the influence of physical and chemical surface characteristics on the biocompatibility of titanium. Many authors have concurred that the biocompatibility of titanium implants depends on the properties of their surfaces [37] [38] [39] . In this 
In recent years, many studies explored the influence of physical and chemical surface characteristics on the biocompatibility of titanium. Many authors have concurred that the biocompatibility of titanium implants depends on the properties of their surfaces [37] [38] [39] . In this work, we examined how the surface topography and its modification by laser treatment affects the behavior of osteoblastic cells grown on the surfaces of cpTi and UFG nTi of two different grades.
The grain size was shown to be an important factor that influenced not only the strength of material, but also its interactions with cells. Kim et al. [40] proved that ultrafine-grain titanium prepared by the ECA pressing method had better biocompatibility represented by the wettability, cell adhesion, and proliferation of mouse fibroblasts. In our study, samples of nTi4 supported significantly higher proliferation than cpTi4 (p = 0.0224). With the other grade, no appreciable difference in proliferation was found between nTi2 and cpTi2 (p = 0.1349). Significantly higher proliferation was found in nTi4 than in nTi2 (p = 0.0200). Based on these results, one can say that from all the material versions tested, the nTi4 UFG titanium (i.e., the material with the smallest grain size and highest yield and ultimate tensile strength) has the strongest positive impact on the proliferation of the osteoblasts used for this experiment. Our findings appear to be consistent with studies which reported better viability at smaller grain sizes [41] [42] [43] .
It has previously been demonstrated that nano-size irregularities and nano-patterns have an effect on in vitro cell behavior, such as cell proliferation, cell differentiation, and cell activity [44, 45] . Martin et al. [46] showed in their study that not only the surface topography, but many other factors as well, are important in the biologic performance of materials. Lincks et al. [47] confirmed the observations that osteoblast-like cells respond in a different manner to both the surface roughness and the material composition. Moreover, it became clear that roughness plays a more important role in determining the cell response than the type of topography, as long as the Ra values can be sensed by the cells. Surface roughness can cause changes in osteoblast proliferation, differentiation and matrix production, but under certain conditions different kinds of osteoblasts may respond in different ways to surface modification [48] .
In our work, we further examined the effects of surface roughness alteration by laser treatment on the proliferation of the human osteoblast cell line. Lasers offer high energy levels which can be used for modifying surfaces of various materials and for producing three-dimensional nano and microstructures. They can induce changes in surface roughness and deformation rapidly and effectively [49] . The advantages of lasers include an ability to generate complex features at high resolution [50] . There is no consensus in the literature over the effect of laser treatment on proliferation, mainly due to several variables such as cell type, growth time, and growth conditions. It highlights the importance of this research to our understanding of biocompatibility.
Furthermore, the effect of surface properties on cells is not only the result of surface roughness and topography. The reaction which occurs when the surface of material comes into contact with the media and serum plays an important role as well. As cell culture media and body fluids are water-based, the wettability of the implant affects the attachment of cells to its surface [51] . This initial interaction produces a layer of macromolecules that modify the behavior of the cells [52] . Hydrophilicity can influence the strength and amount of proteins bound to a surface, the conformation and orientation of protein molecules, and the composition of the macromolecular film that forms on the surface by selective adhesion [53, 54] . The adsorbed biological molecules can activate receptors located on the outer membrane of cells. The expression of receptors on the cell surface varies with the type of cell and its differentiation stage. Subsequently, these receptors will determine the initial cellular attachment, as well as the short and long-term processes like proliferation and differentiation [55] .
Laser treatment is capable of increasing the surface energy of the material, which is an important factor for improving its wettability. Roughening of the surface has previously been shown to improve the wettability and therefore reduce the contact angle [56] . Low contact angles mean high surface energy, which is another factor that can contribute to better cell attachment [57] . Schakenraad et al. [58] demonstrated that surface energy was a governing factor in cell adhesion and proliferation. Melting with laser has a sterilizing effect and provides a contaminant-free surface that can effectively enhance biocompatibility [59, 60] . In our study, all laser-treated surfaces exhibited lower contact angles, which indicate higher wettability and surface energy. This can be attributed to capillary-driven water penetration into surface pores.
In this study, the reduction of grain size from 54 µm to 220 nm by ECAP nanostructuring led to significantly lower contact angles, and thus to improved wettability. Figure 3 shows that increased wettability was achieved in both nanostructured materials, nTi2 and nTi4. This is consistent with findings by Sisti et al. [61] that laser-modified titanium surfaces have distinct topographies that provide a larger surface area and enhanced wettability. However, this does not necessarily translate into better biocompatibility.
Laser treatment produces melting pearls and protrusions. Clinkers created by the laser beam can easily fall off. They probably impair biocompatibility and decrease proliferation [62] . Clinkers themselves may also act as stress factors. Moreover, a steep increase in temperature can cause grain growth, which compromises both the biocompatibility and the mechanical properties of UFG materials [63] . In our experiments, laser-treated surfaces exhibited regular troughs of 100 µm diameter (Figure 2i-l) . Observation at higher magnifications revealed that short intensive melting and consolidation were caused by the laser beam. Characteristic melting pearls and protrusions can be seen in Figure 2m -p. Cracking, rims, holes and coating fractures were observed on every laser-treated surface.
In order to reduce stress, cells choose to minimize their interfacial contact with the surface, which accordingly reduced cell spreading [64] . After culturing for 48 h, osteoblasts on laser-treated surfaces displayed round morphology with limited spreading (Figure 4c ). This finding is consistent with a number of studies showing that no matter what cell types are used, cell spreading is hindered by topographical features on surfaces with convex or concave particles [65] . Another important observation was that in untreated samples, the cells grown on the surface were not randomly distributed. They were arranged in concentric lines following the structure of the surface (Figure 5d ).
Although nTi4 exhibited the best proliferation of osteoblasts, it showed significantly poorer values after laser treatment (p < 0.0001). In the laser-treated surface of nTi4L, proliferation was about 30% lower. No significant changes in proliferation were found in the other versions of materials after laser treatment. Our results indicate that osteoblasts grow more slowly on a material treated by our laser ablation than on a machined material, regardless of the version of material. In line with our findings, the study by Mariscal-Munoz et al. [66] found the proliferation of mouse calvarial osteoblasts on a laser-treated surface to be lower than on a polished surface.
Conclusions
Specimens with laser-treated surfaces had significantly higher surface roughness. Nanostructured samples had significantly higher wettability. We found that the highest proliferation of osteoblasts occurred in nTi4 specimens. An analysis of cell proliferation revealed a difference between machined and laser-treated materials. The mean proliferation was lower on laser-treated titanium materials. Although plain laser treatment increases surface roughness and wettability, it does not seem to lead to improved biocompatibility. Considering the important role that the surface of nanostructured titanium plays in its biocompatibility, in vivo studies on osseointegration are needed to evaluate the applicability in medical treatment. 
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